Mlgl-1 with Sec9). Not surprisingly, given the evolutionis conserved from yeast to mammals and plays a critiary distance between yeast and mammals, the noncogcal yet controversial role in cell polarity. Studies on nate pairs of proteins did not interact ( Figure 1D ). We Drosophila Lgl suggest that its function in polarity is made use of this specificity to extend the domain through regulation of the acto-myosin cytoskeleton.
the chimeras was expressed at levels that were roughly tory pathway [4] . Defect in the normal transport of Bgl2 manifests itself as an increase in the internal pool of similar (2-fold higher) to that of single-copy Sro7.
The critical test of function for the Sro7/Lgl chimeras this protein in relation to the extracellular pool. We found that strains containing empty vector or 2 plasis their ability to rescue the severe cold-sensitive growth and secretion defects that are manifest in the mids expressing Mlgl-1 and S/M proteins all had a pronounced defect in the secretion of Bgl2 protein ( Figure  sro7D ,sro77D mutant. Figure 2B demonstrates that when expressed from a high-copy 2 plasmid, the M/S 2C). In each case, the secretion defect was markedly exacerbated by a shift to low temperature. In contrast, chimera is able to suppress the cold-sensitive phenotype of this mutant, nearly as strongly as wild-type Sro7 in strains expressing Sro7 from a CEN plasmid and the M/S chimera from a 2 plasmid (which results in similar ( Figure 2B ). When present on a CEN plasmid, the M/S chimera is a weak suppressor of the sro7D,sro77D mulevels of each protein), the secretory function was restored both at permissive and restrictive conditions tant ( Figure 2B ). In contrast, the S/M chimera was unable to suppress the cold sensitivity of this strain, even ( Figure 2C) . Therefore, the presence of the Sec9 binding domain at the C terminus appears to be critical for its when expressed at levels similar to those of the M/S chimera ( Figure 2B ). We also examined the ability of ability to restore both growth and secretory function within the cell. these chimeras to suppress the post-Golgi secretory defect associated with loss of chromosomal SRO7 and To determine whether the gain of secretory function by the chimeras involved a restoration of the interaction SRO77 genes by taking advantage of the Bgl2 secretion assay [3]. Bgl2 is a cell-wall endoglucanase whose with Sec9, we performed coimmunoprecipitation assays on strains containing each of the chimeras. Sro7, delivery to the cell surface depends on the intact secre- V binding could account for the functional differences might arise as a secondary effect of actin-polarization defects [7] . To determine whether there was a subtle we see in the S/M versus M/S chimeras, we examined effect, not previously detected in sro7D,sro77D, on acthe ability of each of these proteins and Mlgl-1 to be tin polarity, we examined the localization of a number coprecipitated by antibodies directed against yeast of proteins whose polarity is known to be highly sensiMyo1 or Myo2 proteins. As observed in Figure 3D , Mlgl-1 tive to perturbations in actin polarity/integrity. These inand both S/M and M/S chimeras could clearly associclude the markers of polarized growth in yeast: Cdc42, ate with Myo2 and weakly with Myo1 immunoprecipiSec4, Sec15, and Myo2. The localization of these marktates. Therefore, the ability to interact with either of ers is sensitive to both the integrity of actin cables and these myosins appears to be highly conserved; howongoing secretion [8, 9] . We examined the localization ever, these interactions cannot account for the funcof Cdc42, Sec4, Sec15, and Myo2 in wild-type cells and tional differences seen in these chimeras. The dramatic cells that lack functional copies of Sro7 and Sro77 with functional and SNARE-interaction difference seen with affinity-purified antibodies against each protein at both the M/S and S/M chimeras provides strong evidence permissive (37°C) and restrictive temperature (19°C). that the ability to interact with the SNARE protein is We observed that in sro7D,sro77D mutant cells, the critical to the in vivo function of Sro7.
staining pattern for all four proteins examined was similar to wild-type cells before and after a 3 hr shift to the The Localization of Actin-Dependent Secretory restrictive temperature (Figure 4 ). This finding is consisand Polarity Markers Is Unaffected tent with our previous observation that the actin cyin sro7D,sro77D Cells toskeleton organization in this mutant is normal after a We have previously demonstrated that actin polarity is 3 hr downshift, although a dramatic effect on growth not detectably altered under conditions in which we and secretion is clearly evident under these conditions see a dramatic defect in secretory function in sro7D,
[1]. Moreover, because Myo2 polarization is normal in sro77D cells [1] . Recently, it has been suggested that sro7D,sro77D cells, this finding demonstrates that the interaction of Myo2 and Sro7 is not required for Myo2 the exocytic defects observed in sro7D,sro77D cells interaction, therefore, cannot account for the functional differences seen between the chimeras. Consistent
